Supplementary figure 1: A Bem1-scaffolded linear signalling cascade regulates cell polarity in U. maydis. (A) Phenotype of cells over-expressing Cdc24, Cdc42, Rac1, Cla4, Cla4DCRIB or Bem1. Cells were grown in liquid medium under inducing conditions and fungal cell walls were stained with calcofluor white. Budding cells are characterized by a double septum between mother and daughter cell. Filamentous cells display retraction septa at distal ends. (B) Epistasis analysis of cdc24, bem1, rac1 and cla4. Wild type, Drac1 and Dcla4 cells overexpressing either Cdc24 or Bem1 were spotted on solid charcoal containing medium. Filament formation is indicated by the appearance of a white mycelium on top of colonies. (C) Schematic overview of the signalling module involved in control of cell polarity in U. maydis. Bem1 is proposed to act as scaffold protein for Cdc24, Rac1 and Cla4. (D) Determination of the cdc24-GFP mRNA levels in conditional cdc42 and rac1 mutants, which express these GTPases under control of the inducible crg-promoter. Cells were grown under non-inducing (-) and inducing (+) conditions. (E) Western analysis of the Cdc24-GFP protein levels in conditional cdc42 and rac1 mutants. Cells were grown under non-inducing (-) and inducing (+) conditions. (F) The effect of overexpression of either wild type Rac1, constitutive active (GST-Rac1 and GST-Rac1 ) or Nickel sepharose beads (NusAHis -Rac1 ), respectively. Cdc24-GFP, Cla4-GFP and GFP-Bem1 were visualised by immunoblotting using a monoclonal antibody against GFP.
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(E) Pull-down assays were performed as described in (B) but extracts were used, which contain either pairwise combinations of Cdc24-GFP and Cla4-RFP, Cdc24-GFP and Myc-Bem1, Cla4-RFP and Myc-Bem1 or a combination of all three tagged proteins. (F) The pull-down assay was performed as described in (B) using cells expressing both Cdc24DPB1-GFP and Myc-Bem1. (G) Pull-down assays using extracts that contain constitutive active Cla4DCRIB-RFP or a combination of Cla4DCRIB-RFP and Myc-Bem1. 
